. Simultaneous fi t of voltage dependence and kinetics of R217 mutants. Simultaneous fi t of Q ON -V and -V curves (A, left) for R217 (black) and the mutants R217Q (red) and R217E (blue). The fi ts were performed assuming a two-state model (A and bottom right) for the description of the charge movement of Ci-VSP. Time constants were calculated from the parameters yielded by the fi t (A, right) at the V 1/2 , and their values resemble those observed experimentally ( Fig. 1 ). Error bars are SD. (B) Calculated time constant for half-maximum charge. Figure S2 . Effect of repetitive activation of the VSD in the mutant R217Q. As in Fig. 9 , charge loss was assayed for the mutant R217Q. At 4 Hz, the maximum total charge loss accounted for <12% of the charge. This indicated that the large charge loss observed with the mutant R232H is caused by the introduction of this mutation. Error bars are SD. If there is FRET, the emission from cerulean will increase as the eYFP is bleached. (C) As expected, bleaching of eYFP increased the amplitude of the emission around 475 nm, whereas it decreased the emission >500 nm. (D) The relative FRET was determine by the amplitude ratio of the fl uorescent emission from cerulean in the presence and absence of eYFP. As shown in C, the relative FRET decreased as the YFP was bleached.
